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Isolation of mRNA encoding secreted and integral membrane proteins 



Cultured Cells 

I Remove from culture vessel 
I Collect In ice-cold PBS 

X Sediment tor 5' @300g and 4° C 
Cell Pellet 

iResuspend in RSB @ -2.5 E8 cells/mL 
Swell for 5' on ice 
Homogenize (e.g. 10 strokes Dounce Homogenizer) 
Assay disruption using Trypan Blue exclusion 




I Overlay sucrose step gradients 
Spin for 5 hours @90Kg and 4° C 
Recover 1.3 M/2.05M interface 



Membrane-bound polysomes 

^ oligo(dT)-cellulose 

polyA-RNA 

i 

SAGE 



Figure 1 



SAGE Process 



Poly (A)-containing RNA 

i 

Construct SAGE Library 

i 

Sequence SAGE Library 

i 

Analyze SAGE Data 
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Identification and quantification of 
transcripts that encode secreted 
and integral membrane proteins 



A B C D E F 
Gene 



Compare SAGE Datasets 
Identification and quantification of transcripts that encode 
differentially expressed secreted and integral membrane proteins 
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Figure 2 



